Analyses of cell proliferation, apoptosis, mitochondrial rate activity and fatty droplets staining were all performed in cell cultures at passage 1. Analyses of cell senescence, cell fusion, and RNA extraction for molecular studies were performed on cultures at passage 2. Cell proliferation was carried out with the Click-iT EdU Pacific Blue Kit (Life Technologies, Carlsbad, California, USA). Cells were incubated with 1µM
EdU for 4 hours and further according to the manufacturer instructions.
Subsequently cultures were incubated with Annexin V Apoptosis Kit-PE (ApoScreen, Southern Biotech, Birmingham, Alabama, USA) according to the manufacturer instructions, followed by incubation with an anti-Desmin-Cy7-congujated antibody (Stratech, Newmarket, UK). For analysis of the mitochondrial rate activity cultures were labeled with 1 µM JC-1 (Invitrogen) for 20 minutes, followed by staining with an anti-Desmin antibody. Senescent cells were detected with beta-galactosidase as described in 3 . Fluorescence signals were analyzed with the LSR-II flow cytometer 
RNAseq
RNAseq library preparation was carried out as described in 6 . Strand specific RNAseq libraries were generated using the method described by Parkhomchuk et al. with minor modifications 6 . In short, mRNA was isolated from 1 µg total RNA using oligo- Table S2 . Sequencing analysis was performed using inhouse pipeline Gentrap, the source code is available at (https://git.lumc.nl/rigframework/gentrap), including sequencing quality evaluation using fastqc toolkit (version 0.10.1) (http://www.bioinformatics.babraham.ac.uk/projects/fastqc/), reads clean-up (adapter clipping followed by quality trimming) and then alignment of reads to the Human reference genome build 19 (hg19/GRCh37) using GSNAP (version 2013-10-12) 7 . RNA-seq quality from individual samples is shown in Figure S3 .
The alignment quality was assessed using Picard (v1.86) (http://broadinstitute.github.io/picard/). On average, 95% of cleaned reads were mapped, and 94% of mapped reads were in exon regions (Table S2) . Differential RNA expression analysis of genes from the SSc and DM derived myoblast cell cultures were compared using a paired analysis. Expression level was calculated based on Ensembl transcripts (downloaded on 2014-08-08 from UCSC genome browser) using HTSeq 8;9 . The normalization and statistical testing was performed using EdgeR version 3.6.8 (Bioconductor, Seattle, Washington, USA) as previously described 10 . Gene expressions were normalized with the Trimmed Mean of M-values (TMM). Genes with mean read per kilo-base per million (RPKM) greater than 1 were then selected for statistical testing. The maximum likelihood ratio test was performed as previously described to identify pairwise differentially expressed genes using the generalized linear model (GLM) 9 . Genes with p-value ≤ 0.05 false discovery rate (FDR) were selected as differentially expressed. Clustering of differential expressed genes to functional groups was performed in DAVID clustering using geneontology 11 . RT-qPCR for 7 genes was carried out in order to assess RNA quality (Table   S2A ). RT-qPCR was carried out with specific primers (Table S2B) between RT-qPCR and RNA-seq fold changes between RNA expression in DM and SSc samples was assessed using a paired t-test per patient or per gene. For all seven genes p-value was insignificant, indicating that the fold changes between RNA-seq a n d RT-qPCR do not differ.
We selected FOXO3, MURF1, SIRT1, PPARg, CDKN1A and PABPN1 for this as all were reported as aging-associated in skeletal muscles 12 . Primers for RT-qPCR are listed in Table S2B . RT-qPCR was performed using 3ng template and Cyber Green (Invitrogen). Fold changes were calculated according to the DDCT method, after normalization to the mean of GUSB and GAPDH housekeeping genes and DM samples. 
